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( 1 9 9 4 ) . The cells were exposed to recombinant WNT9b (50 ng/ml). After 48 hours, TOPFlash to Renilla signal (RLU) was measured in a luminometer. An unpaired two-tailed Welch's t-test was performed. (ns) p=0.98. LRP6 is required for optimal responsiveness of M15 cells to WNT9b. M15 cells were transiently transfected with β-catenin-luciferase reporter (8X SuperTOPFlash), Renilla-luciferase reporter and a Wnt9b expression vector and treated with RSPO1 (200 ng/ml). The cells were co-transfected with an siRNA targeting Lrp6 or a scrambled negative control siRNA in the presence of recombinant RSPO1 (200 ng/ml). After 48 hours, TOPFlash to Renilla signal was measured. In another experiment, the cells were co-transfected with an Lrp5 expression plasmid to assess its effect on WNT9b pathway activity. A one-way ANOVA followed by a Dunnett correction for multiple comparisons was performed. (****) p<0.0001 Responsiveness to extrinsic WNT9b is restored by addition of Fzd and RSPO1. In all conditions, M15 cells were transiently transfected with β-catenin-luciferase reporter (8X SuperTOPFlash) and Renilla-luciferase reporter; in some experiments the cells were co-transfected with Fzd5 expression plasmid. TOPFlash to Renilla signal was measured in the presence or absence of recombinant WNT9b (50 ng/mL) and/or recombinant RSPO1 (200 ng/ml). A one-way ANOVA followed by a Dunnett correction for multiple comparisons was performed. (****) = p<0.0001 
